The DNA damage response (DDR) is a molecular mechanism that cells have evolved to sense DNA damage (DD) to promote DNA repair, or to lead to apoptosis, or cellular senescence if the damage is too extensive. Recent evidence indicates that microRNAs (miRs) play a critical role in the regulation of DDR. Dietary bioactive compounds through miRs may affect activity of numerous genes. Among the most studied bioactive compounds modulating expression of miRs are epi-gallocatechin-3-gallate, curcumin, resveratrol and n3-polyunsaturated fatty acids. To compare the impact of these dietary compounds on DD/DDR network modulation, we performed a literature search and an in silico analysis by the DIANA-mirPathv3 software. The in silico analysis allowed us to identify pathways shared by different miRs involved in DD/DDR vis-à-vis the specific compounds. The results demonstrate that certain miRs (e.g., -146, -21) play a central role in the interplay among DD/DDR and the bioactive compounds. Furthermore, some specific pathways, such as "fatty acids biosynthesis/metabolism", "extracellular matrix-receptor interaction" and "signaling regulating the pluripotency of stem cells", appear to be targeted by most miRs affected by the studied compounds. Since DD/DDR and these pathways are strongly related to aging and carcinogenesis, the present in silico results of our study suggest that monitoring the induction of specific miRs may provide the means to assess the antiaging and chemopreventive properties of particular dietary compounds.
Introduction
The DNA in each of our cells accumulates thousands of lesions every day. Cells are continuously challenged by DNA damage stimuli from various exogenous environmental factors, such as ultraviolet eicosapentaenoic acid (EPA); and docosahexaenoic acid (DHA). Each of these four dietary compounds, at a concentration that potentially may be achievable in the organism, has been shown to suppress cell proliferation and induce apoptosis in certain types of human cancer cells [18, 19] . In addition to potential anticancer activity, they possess cardiovascular protective properties [20, 21] and beneficial effects on degenerative diseases [22] . Furthermore, an anti-inflammatory and antioxidant activity has been frequently associated with these compounds [23] . Most importantly, all of them may exert these effects by modulating miRs' expressions [24, 25] . In order to investigate and compare the impact of these specific food-derived compounds on DDR processes, we performed a literature search to identify miRs involved in DD/DDR and modulated by these dietary compounds. An in silico analysis using the DIANA software web-server was applied to identify targets and pathways that play a major role in the DD/DDR modulation by these compounds [26] . The results of the analysis of the pathways allowed us to speculate how food intervention could modulate DD/DDR.
Results

miRs Involved in DD/DDR and Bioactive Compounds Modulated
The results of a literature search for miRs involved in DD/DDR processes are reported in Table 1 . Table 2 shows the literature search results for miRs modulated by each of the four compounds: EGCG, CRC, RSV and n3-PUFA, including the tissue/cell type, dose/concentration and duration of exposure of cells/tissue to the compound used in the cited study. Most of the studies we found with our search criteria (see Materials and Methods) have been performed in vitro and most of them on different human cancer cells. [5, 27] miR-363, miR-25, miR-542 [28] miR-421, miR-24, miR-34a/b/c, miR-504, miR-125b, miR-302, miR-92, miR-192, miR-194, miR-215, miR-106a-92 cluster (miR-106a, miR-18b, miR-20b, miR-19b-2, miR-92a-2, miR-363), miR-106b/25 cluster (miR-106b, miR-25, miR-93), miR-210, miR-128, miR-20, miR-130b, miR-143, miR-145, miR-16-1, miR-16, miR-103, miR-26a, miR-206 [27] miR-15a, miR-29, miR-107, miR-605, miR-17-92 cluster (miR-17, miR-18a, miR-19a, miR-20a, miR-19b-1, miR-92a-1), miR-21-605, miR-221, miR-222, miR-138, miR-223, miR-181a, miR-27a, miR-214, miR-101, miR-185, miR-100, miR-506, miR-545, miR-124, miR-9, miR-182, miR-146a The Venn diagram in Figure 1 , shows the common and distinct miRs modulated by bioactive compounds and DD/DDR processes. The literature analysis indicates that a large number of the DD-associated miRs can be modified by dietary bioactive compounds. Furthermore, this analysis also revealed that the expression of some miRs seems to be compound class specific, while others miRs seem to be modulated by more than one bioactive compound. Interestingly, we found six miRs that were common to all of the compounds (indicated in red in Figure 1 ). The Venn diagram in Figure 1 , shows the common and distinct miRs modulated by bioactive compounds and DD/DDR processes. The literature analysis indicates that a large number of the DD-associated miRs can be modified by dietary bioactive compounds. Furthermore, this analysis also revealed that the expression of some miRs seems to be compound class specific, while others miRs seem to be modulated by more than one bioactive compound. Interestingly, we found six miRs that were common to all of the compounds (indicated in red in Figure 1 ). 
In Silico Analysis of Pathways Shared by Different miRs Involved in DD/DDR and Modulated by Compounds
For the in silico analyses reported in Tables 3-7 and Figures 2-6, common miRNAs between  Tables 1 and 2 and reported in Venn diagram ( Figure 1 ) were used. Table 3 depicts the statistically-significant enriched KEGG pathways for miRs involved in DD/DDR and modulated by all compounds together (EGCG, CRC, RSV and n3-PUFA). The visual representation of the binary heat map showing the miRNAs/pathways interaction is reported in Figure 2 . We found 14 KEGG pathways significantly related to genes targeted by miRs regulated by all four compounds. A consistent number of pathways were involved in energy metabolism, including the "mTOR signaling", "fatty acid biosynthesis" and "fatty acid metabolism" pathways. Cancer-related pathways were also present, including glioma, melanoma and prostate cancer. In addition, we found significant pathways relevant in stem cell biology and tissue homeostasis, such as "signaling pathways regulating pluripotency of stem cells" and the "Hippo signaling pathway".
The pathways significantly enriched (p < 0.05) for the target of miRs modulated by each specific compound (EGCG, CRC, RSV and n3-PUFA) are reported in Tables 4-7, respectively. We found KEGG pathways, such as "fatty acid biosynthesis" and "signaling pathways regulating pluripotency 
For the in silico analyses reported in Tables 3-7 and Figures 2-6 common miRNAs between Tables 1  and 2 and reported in Venn diagram ( Figure 1 ) were used. Table 3 depicts the statistically-significant enriched KEGG pathways for miRs involved in DD/DDR and modulated by all compounds together (EGCG, CRC, RSV and n3-PUFA). The visual representation of the binary heat map showing the miRNAs/pathways interaction is reported in Figure 2 . We found 14 KEGG pathways significantly related to genes targeted by miRs regulated by all four compounds. A consistent number of pathways were involved in energy metabolism, including the "mTOR signaling", "fatty acid biosynthesis" and "fatty acid metabolism" pathways. Cancer-related pathways were also present, including glioma, melanoma and prostate cancer. In addition, we found significant pathways relevant in stem cell biology and tissue homeostasis, such as "signaling pathways regulating pluripotency of stem cells" and the "Hippo signaling pathway".
The pathways significantly enriched (p < 0.05) for the target of miRs modulated by each specific compound (EGCG, CRC, RSV and n3-PUFA) are reported in Tables 4-7 DIANA-miRPath v3.0 was used to predict the targeted KEGG pathways by miRs involved in DDR signaling and that were EGCG modulated. The target prediction threshold was set at 0.85. p-value < 0.05. # : number. DIANA-miRPath v3.0 was used to predict the targeted KEGG pathways by miRs involved in DDR signaling and that were RSV modulated. The target prediction threshold was set at 0.85. p-value < 0.05. # : number. DIANA-miRPath v3.0 was used to predict the targeted KEGG pathways by miRs involved in DDR signaling and that were n3-PUFAs modulated. The target prediction threshold was set at 0.85. p-value < 0.05. # : number.
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Discussion
The maintenance of genome integrity by an efficient DNA repair is of paramount importance in the prevention of cancer, attenuation of aging processes and age-related degenerative diseases. Effective DDR is the key mechanism providing genome stability. miRs play a critical role in the regulation of DDR. In this in silico study, therefore, we examined the influence of dietary bioactive compounds on the miRs involved in DDR, which potentially may offer clues on the role of these compounds as potential chemopreventive and antiaging (geroprotective) modalities.
The results of our analysis show a strong impact of the compounds considered on important miRs involved in DD/DDR pathways. In particular, the analysis suggests a synergic action of all compounds in the modulation of six miRs. Among these common miRs, we found miR-21 and 
The results of our analysis show a strong impact of the compounds considered on important miRs involved in DD/DDR pathways. In particular, the analysis suggests a synergic action of all compounds in the modulation of six miRs. Among these common miRs, we found miR-21 and miR-146. It has recently been highlighted that miR-146, miR-155 and miR-21 have a kay role in the interplay among DDR, cell senescence, inflammation and age-related diseases [9] . This trio of miRNAs, termed "inflamma-miRs", has been primarily associated with chronic, low-grade inflammation known to characterize human aging and predisposing to age-related diseases [67] . We here find that two of these miRs, DD/DDR-associated (miR-146 and miR-21), are modulated by all four studied compounds and one of them, miR-155, by CRC and RSV [57] . miR-146 is one of the major miRs involved in orchestrating immune and inflammatory signaling via modulation of NF-kB activation [9] . Both miR-146a and miR-146b-5p have been found to target the DSB repair key protein BRCA1 [10] .
miR-21 is a key modulator in many inflammatory pathways, and its aberrant expression in numerous cancers has led to its designation as an "onco-miR" [68] . miR-21 is induced by DD, negatively regulating G1/S transition. It also participates in the DNA damage-induced G2/M checkpoint [5] . It has been also shown that mR-21 negatively regulates Cdc25A and cell cycle progression in colon cancer cells [69] . In addition, miR-21 is upregulated during hepatitis C virus infection and negatively regulates IFN-α signaling through MyD88 and IRAK1; it may thus be a potential therapeutic target for antiviral intervention [70] . Recent observations suggest that miR-21 in cooperation with miR-145 (modulated by n3-PUFAs) play critical roles in the regulation of colon cancer stem cells [71] . miR-155 has been reported to regulate inflammation and immune responses [72] . miR-155 may have different functions in innate and adaptive immune responses, and the systemic diffusion of this DDR/-related miR may have either adverse or beneficial effects, depending on overall senescence/immunological host condition [9] . In DDR network, miR-155 modulates cell cycle after DD by targeting key genes involved in cell cycle control, such as WEE1 [73] . miR-155 has been shown to control the expression of TRF1, the protein that negatively regulates telomere length [74] . Indeed, the TRF1 gene is known to be a target of miR-155 [75] . Telomere length may also be regulated by miR-34a [76] , which is in turn modulated by all four compounds, as demonstrated by our in silico analysis. miR-34b and miR-34c are also modulated by the three and two studied compounds, respectively. The miR-34 family, is a direct transcriptional target of p53, whose induction by DD and oncogenic stress pervades in diverse aspects of the DD response pathway [27] . Noteworthy, the compounds being evaluated here modulate members of the miR-17/92 cluster and miR-106a/b clusters (DDR modulated), having an important role in cancer and other numerous diseases [77] . In particular, our analysis reveals that RSV is able to modulate all of the miRs of these tree important clusters.
Our previous studies have demonstrated that RSV decreased the level of constitutive DD signaling by the reduced expression of γH2AX in proliferating A549, TK6 and WI-38 cells and in mitogenically-stimulated human lymphocytes [78] . The reduction of γ-H2AX was paralleled by a drop in the level of endogenous ROS and a decline in mTOR/S6K1 signaling [79] . H2AX is the initial sensor protein in the DSB response that can detect and mark DD by its phosphorylated form (γ-H2AX) [80, 81] . H2AX is a target of miR-24 [80] . The present analysis suggests that RSV, as well as CRC and EGCG might regulate γH2AX expression by miR-24 mediation.
The DIANA program allowed us to investigate the common pathways associated with miRs. Among the most popular pathways involved in DD and DDR influenced by the compounds considered in this study, we found the fatty acids' biosynthesis pathway and fatty acids' metabolism. Alterations in fatty acid metabolism in cancer cells have received less attention, but are increasingly being recognized. Indeed, some studies have suggested that the DNA damage response is involved in the regulation of metabolic homeostasis. DNA damage could impair metabolic organ functions by causing cell death or senescence [82] . There is a strong relationship between DD and energy metabolism [83] , and an implication for its role in tumorigenesis has been indicated. p53, the key factor in the DD/DDR network, has been reported to regulate fatty acid oxidation [84] , and genes involved in fatty acid metabolism are regulated by p53 in different cell types and in response to both oncogenic stress and DD [85] . mTOR holds also an important role in lipid biosynthesis and metabolism [86, 87] demonstrating a cross-talk among these pathways, and this fact has a significant meaning in cancerogenesis and chemoprevention. For example, by downregulating mTOR signaling and energy metabolism, it is possible to suppress the malignant phenotype of colorectal cancer cells [88, 89] . Indeed, fatty acid synthase is a potential therapeutic target in cancer. There is strong evidence that constitutive mTOR signaling is the driving force of cellular and organismal aging and induction of senescence [90, 91] . Extracellular matrix (ECM)-receptor interaction is also shown to be strongly involved in the DD/DDR and compounds interaction (EGCG, n3-PUFA, CRC). This is of interest in light of the evidence that ECM proteins are involved in cancer progression and outcome. The initiation of cell transformation is generally associated with genetic alterations in normal cells that lead to the loss of intercellularand/or extracellular-matrix (ECM)-mediated cell adhesion [92] . There is a connection between ECM proteins, such integrin signaling and DNA repair [93] . There is also strong evidence that hyaluronic acid (HA; hyaluronate), the key component of ECM, by neutralizing the ROS, is reducing the induction of DNA damage by endogenous and exogenous oxidants [94] [95] [96] . Particularly interesting is the role of HA, which is a large constituent of stem cells' niche, in protecting the integrity of genome of stem cells against reactive oxidants [95] . Our in silico results evidence that signaling regulating the pluripotency of stem cells pathway is clearly targeted by many miRs selected in this study, as evidenced by the heat maps of specific compounds. miRs represent an important layer of regulation for stem cell self-renewal and differentiation [97, 98] . Among DDR/compound-modulated miRs, in our analysis, let-7, miR-302 and miR-17-92 have been found in previous studies as regulators of cellular pluripotency [99] . Signaling regulating the pluripotency of stem cells converges towards the activation of the transcriptional network and of many different pathways, which often show cross-talk in the determination of stem cell function. Indeed, FOXO, e.g., transcription factors, is required for DNA damage-induced growth arrest checkpoints [100] , and as a further example, the mTOR pathway has been shown to be a major regulator of both ROS levels and autophagy in human stem cells [101] . The life-long persistence of stem cells in the body makes them particularly susceptible to the accumulation of cellular damage, which ultimately can lead to cell death, senescence or loss of regenerative function. Indeed, stem cells in many tissues have been found to undergo profound changes with age, exhibiting blunted responsiveness to tissue injury, dysregulation of proliferative activities and declining functional capacities. These changes translate into reduced effectiveness of cell replacement and tissue regeneration in aged organisms [102] . Noteworthy, miR-146a/b and miR-195, which we found modulated by all compounds and by CRC, respectively, have been reported as age-induced miRNAs involved in stem cell senescence [103] . These recent findings have demonstrated that silencing miR-195 reverses the senescence clock in aged stem cells by telomerase reactivation. The regulation of telomere length performed by the above-mentioned miR-155 may also have an important role in the cancer stem cell fate and cancer tissue homeostasis. miR-155 is upregulated in many cancers and can promote cancer stem cell phenotypes in liver [104] . RSV has been demonstrated to be able to decrease its levels, supporting our prediction analysis [57] .
The availability of nutritional agents that can target specific miRs regulating stem cells' function can improve regenerative potential in the body and, finally, counteract aging and prevent diseases, such as cancer.
It must be considered that most of the literature here analyzed refers to experimental research carried out on in vitro models. The results indicated that exposure time and concentrations of compounds can differently affect miRNA expression in different human cells. In addition another important issue evident in the literature [41] is the poor bioavailability of phytochemicals due to their metabolism, absorption and, consequently, the fact that most phytochemical compounds reach the targeted sites at sub-therapeutic concentrations [105] . These observations pave the way for in vivo dietary intervention studies and clinical trials focused on setting the appropriate dosage of the bioactive compounds that can effectively affect the miRs' expression in humans.
The comparison of pathways identified, with our in silico analysis, to those identified experimentally in the study examples utilized here interestingly demonstrated that new pathways were evidenced from our prediction. Even more interesting, however, is that some of our predicted pathways were indeed found as directly implicated in some cancer studies and modulated by the compounds here considered.
The fact that experimental literature results have found that pathways, such as, for example, "fatty acid biosynthesis" and "fatty acid metabolism", were actually affected by the compounds taken into account in this paper validated our prediction. This positive inter-comparison proves that the pathways computationally found by us were, indeed, the same found experimentally involved in some cancer models and in some senescence studies, confirming the validity of our prediction study. For examples, in breast and lung cancer cells, EGCG affected fatty acid metabolism [106, 107] . Resveratrol was found to suppress cancer cell proliferation by inhibiting the fatty acid synthase signaling pathway [108] . Curcumin, as well, induces apoptosis, inhibiting intracellular fatty acid synthase in human breast cancer [109] . Clinical studies corroborate these findings [110] , and trials were also carried out [111] . Resveratrol and EGCG are also found to improve the functional activity of the membrane lipids in aged liver models by influencing lipid composition and metabolism [112, 113] .
Presently, miRs have been already found to be modulated by the compounds here considered. On the other hand, other studies found that some of the pathways here evidenced are modulated by our compounds, but we provide here the link between miRs' expression and the pathways' modulation by the respective compounds. Thus, the importance of our results consists, indeed, of the possibility of detecting experimentally the link between miRs' expression and pathways' modulation.
Some authors suggested an interplay among miRNA, DD/DDR, specific signaling pathways and cancer promotion and invasion [114, 115] , and bioactive compounds play an important role in this interplay.
Taken together, the clinical relevance of such observations could be related to the bioactive compounds' chemopreventive value in some type of tumors, as for example in breast cancers or lung cancers, where enough evidence corroborates this hypothesis.
In conclusion, since DDR and these pathways are strongly related to aging and carcinogenesis, the in silico results of our study suggest that monitoring the induction of specific miRs may provide the means to assess the antiaging and chemopreventive properties of particular bioactive compounds. Furthermore, the results of this in silico study indicate the most important pathways potentially modulated by dietary compounds and provide a framework for the generation of new strategies to design experimental studies and, finally, new anti-cancer and anti-aging therapies.
Materials and Methods
Search Strategy and Selection Criteria
A literature search was performed using PubMed databases to identify miRNAs with experimental evidence of involvement in DD and DDR (last accessed on 15 January 2016). The following keywords were used: "microRNA" and "DNA damage". Due to the vast amount of literature, we selected in this paper the most significant and extensive reviews. We subsequently replaced "DNA damage" with "DNA damage response" or with "DNA damage repair" (see Table 1 in the Results).
Regarding miRs and the specific compounds considered in this paper, we did additional searches using "microRNA" and "epigallocatechin gallate" as key terms, and we substituted "epigallocatechin gallate" with "curcumin", "resveratrol" or "n3-PUFA". The literature search was limited to reports in English and in humans (see Table 2 in the Results).
The miRNAs involved in the DD/DDR network (from Table 1 ) and modulated by bioactive compounds (from Table 2 ) were selected to build the Venn diagram (Figure 1 ).
In Silico Analysis
All miRs used in the in silico analysis were selected as common between Tables 1 and 2 and reported in the Venn diagram (Figure 1 ).
In Table 3 and Figure 2 , the miRs found modulated by all four compounds were used (red in Figure 1 ). In Tables 4-7 and in Figures 3-6 the miRs modulated by a single compound were used.
To identify molecular pathways potentially altered by the expression of specific miRNAs selected from the literature search, the online software DIANA-mirPathv3 [26] was used. The software has the capacity to analyze the combinatorial effect of different miRNAs on Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways. DIANA-mirPathv3 combines the gene targets of the selected miRs into a superset (union) performing the enrichment analysis and calculating the significance levels (p-values) between each miRNA and every pathway. The p-value is a measure of the association between a selected gene from the list of pathways. In pathway analysis, generally, p-values higher than 0.05 indicate that the association is not statistically significant, and the pathway could be rejected. In our analyses of pathways prediction, miR-gene interactions are derived from the in silico miRNA target prediction algorithms: DIANA-microT-CDS. The settings utilized were: p-value threshold of 0.05; DIANA-microT-CDS threshold of 0.85; merging method: pathways union. Fisher's method was used to combine the results of more than one independent test bearing on the same hypothesis. All of the results were corrected in the combined enrichment analysis for multiple hypotheses testing, by applying Benjamini and Hochberg's algorithm [116] .
The results of the miR-pathway interaction are presented as "heat maps" (graphical representations of data where values in a matrix are represented as colors). They enable the visualization of a very large number of variables. The software DIANA-mirPathv3 utilizes the hierarchical clustering results on both axes (pathways and miRNAs), in order to construct the heat map visualization. 
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